13 enzyme systems examined, esterase (EST), malic enzyme (ME) and phosphoglucomutase (PGM) have been found as fully diagnostic, with no common allele in species studied. Adenosine deaminase (ADA), adenylate kinase (AK), hexokinase (HK), peptidase leucyl-alanine (PEP-C) and fructose-bis-phosphatase (FBP) have been capable of distinguishing the two species from resulting profiles. In addition, ADA, AK and PGM displayed the enzyme expression in the lowest amounts of muscle larvae in systems tested (100 larvae/100µl of extracts). Based on allozyme data, T. pseudospiralis has been found as the most distinct species within the group of taxa. Only a subtle genetic variability was recorded for T. pseudospiralis in which solely phosphoglucomutase exhibited variant patterns. In addition to the study of reference isolates, T. spiralis from lowland fox in Eastern Slovakia has been evidenced by use of genetic markers. This finding has proved that T. britovi is not the exclusive species parasitizing in the sylvatic ecosystem of the Slovak region. darev et al., 1986; Turcekova et al., 1997; Appleyard et al, 1999) , and highly contributed to the taxonomic stability of the genus that has been revised particularly by Pozio et al. (1992a) . Isoenzyme approach provides an effective tool for delineating closely related organisms and has been used in more studies elucidating polymorphism in the Trichinella genus (Mydinski & Dick, 1985; Fukumoto et al., 1988; Snyder et al., 1993) . Enzymatic profiles generated by electrophoresis can be achieved by the isoelectric focusing technique which separates proteins which differ in their isoelectric point (i.e. the pH where the net charge of a protein is electrically neutral).
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The current study was undertaken to provide consistent characters for differentiating three important Trichinella species using the above technique, to assess the degree of genetic similarity among them and to study the enzyme expression in various quantities of pools of muscle larvae. Isoelectrofocusing technique has been carried out in thin layers of polyacrylamide gels. For the establishment of a pH gradient, 3 ml of carrier ampholytes of the pH ranges 3-5-9.5 and 4.0-6.5 were added to the gel solution. After the completion of electrophoresis, gels were stained at 37°C until fully developed.
MATERIAL AND METHODS

I
The factorial analysis of correspondence (Lebart, 1984) was used to screen genetic relationships among taxa studied. This method characterized each gene pool simultaneously according to all variables (i.e. genetically encoded isoenzymes. To evaluate the degree of similarity between paired genotypes, Jaccard's coefficient based on a number of shared isoenzymes and a number of mismatches was calculated. Among enzymes examined, EST, ME and PGM were capable to delineate 77. spiralis, 77. britovi and 77. pseudospimlis spp. in expressing fixed allelic differences between all species. In addition, isoenzyme patterns obtained from ADA, AK, HK, PEP-C, FBP were found partially diagnostic, with one taxon within the three being distinguished (Table I) . On the other hand, identical profiles were displayed when analysing MDH, SOD, and PEP-B enzyme activities. LDH has not been resolved in the sufficient activity for T2, while same patterns were found out in T1 and T3 for this enzyme.
MPI gave two different signals in T1 and T3, with both isoenzymes presented in T4 isolates.
In studying the genetic variability in four isolates of T. pseudospiralis, visible bands were recorded for all samples with eight enzymes (ADA, EST, LDH, MDH, PEP-B, PGM, SOD and ME). Only in PGM were found out polymorphic patterns. Isolates recovered from Australia and Caucasus (host -raccoon) displayed one common allele with those obtained from Caucasus (host -raccoon dog) and Australia, whereas the second allele exhibited the slower electrophoretic mobility in the former samples (Fig. 1) . Isoenzymes detected in all systems are in Table I . Photographs of diagnostic enzymes ADA and EST are given in Fig. 2 and 3 . (Fig. 4) .
In estimating the minimal amounts of larval quantities that allow manifestation of enzyme activity, ADA and AK have been found as most suitable enzymes for these purposes. Both enzymes showed visible bands from the concentration of 100 larvae/100 pi in homogenizing solution (amounts of substrates used: 80 mg of adenosine for ADA and 120 mg of glucose for AK, respectively, in the 40 ml volume of staining buffer).
This was also the case of PGM, however, with this system the activity of enzyme decreased substantially in homogenates being stored for longer periods at 4°C. Grant, 1994) . Interestingly, the only enzyme exhibiting variation in T. pseudospiralis (PGM) displayed differences in the two Russian isolates despite the similar former hosts and regions involved. However, given that both isolates had been subjected to many passages since its isolation (recovery in 1972) , there has been a high probability of occurrence of genetic drift in samples considered. Parasitology, 1999, 29, 213-253. 
